
Electroporation of Pseudomonas aeruginosa
Note: It is paramount that cells are NOT exposed to cold temperature during preparation

Preparation of electro-competent cells:

1. Grow 6 ml of overnight culture of P. aeruginosa strain in LB medium at 37°C.
2. Distribute entire culture into 4 microfuge tubes; centrifuge at full speed for 2 minutes at room temperature.
3. Discard supernatant and suspend cells in a total of 1 ml 300mM sucrose (room temperature).
4. Repeat step #3 once.
5. Discard supernatant and suspend cells in 100 µl 300mM sucrose (room temperature).
Electroporation:

1. To 100 µl electro-competent cells add 50-100 µg of DNA.
2. Mix, transfer to 2 mm cuvette* and pulse (settings: 25 µF; 200 Ohm; 2.5 kV - time constant should be < 5 ms).
3. Immediately add 1 ml LB; incubate with shaking for 2 hours at 37°C.
4. Transfer to a microfuge tube and centrifuge for 1 minute. Remove 800 µl of the supernatant then resuspend pellet in remaining (~200 µl) supernatant.
5. Plate entire mixture on a VBMM (or BHI + irg) plate containing appropriate antibiotic.
6. Incubate at 37°C overnight.
*BIO-RAD cuvette 0.2 cm, cat# 1652086

